The molybdenum blue method of Fiske and SubbaRow (1) and its We dissolved bilirubin in a small volume of 1 mol/L NaOH, diluted this solution with distilled water, and adjusted the pH to 7.0.
Comparison of methods. We analyzed serum samples from patients for N by three different assay methods with the analyzer the method described here, the PNP-XOD-POD method (5) , and a molybdenum blue method (6). Optimum SP concentration.
Results

Km
The reaction time course observed with several concentrations of SP are shown in Figure 2 . As concentrations of SP were increased, the reaction was completed in less time; however, a decrease in absorbance was observed after the peak absorbance with the highest concentration (1200 U/L) of SP. The latter effect is caused by contaminating enzymes that oxidize NADH. With lower concentrations of SP, the effect of the contaminants was less, but then >20 mm was required for the reaction to be completed. With 400 U/L SP, the analytical sensitivity of our N assay is 2.2 mA per 3 mm (determined between 60 and 240 s) for a N concentration of 0.032 mmol/L, which was satisfactory. We therefore adopted a fixed-time assay with the SP concentration at 400 UIL.
Reaction time course with the analyzer. The reaction curves for various aqueous N solutions are shown in Figure   3 . Because the reaction rate was linear between 90 and 300 8 after the reaction began, the change in absorbance between these times was chosen as the assay condition. The assay conditions for the analyzer are shown in Table 2 . Linearity studies. We found that our method gives a linear response with concentrations of serum N from 0 to 9.6 n,molIL.
Recovery studies. 
DiscussIon
The assay of N with our method is based on the sequence of coupled reactions and provides both sensitivity and specificity.
The SP-catalyzed reaction is the rate-determining step, and the rate of this reaction depends directly on N concentration. and 300s after the reaction begins. With our method we found a linear response to N concentrations as great as 9.2 mmol/L and excellent recovery and precision. Others (7) reported that glucose is a strong competitive inhibitor of the SP-catalyzed reaction. We avoided this effect by increasing the concentration of sucrose, and no inhibition was observed for as much as 10 g of glucose per liter in the specimen. The commercially available kits based on the PNP-XOD-POD method are subject to bilirubin interferences (8), something we did not find with our method.
Good correlation data between our method and both the PNP-XOD-POD and molybdenum blue methods were obtained. Our method produced less scatter of the data than did the PNP-XOD-POD procedure.
